biology has not been studied in great detail. Previous work identified Axl, Tyro3, and
TIM1 as major cellular players in the ZIKV cell entry process. However, Cas9-mediated protect these cells from ZIKV infection. 34 This suggests that ZIKV uses multiple classes window of opportunity for the virus to bind to a specific receptor(s) on the dynamic cell infection. Hsp70 expression increases after ZIKV infection ( Figure 3A ) similar to JEV, West Nile Based on these results, we designed a receptor blocking experiment to ascertain the reduction in viral plaque forming units suggests that initial viral infection was inhibited,
consistent with the hypothesis that Hsp70 is acting as a cell surface receptor for ZIKV attachment and invasion. Due to the involvement of Hsp70 in the infection processes of multiple viruses, it has 1 7 8
been suggested that this protein may be a potential molecular target for anti-viral therapies. [39] [40] [41] In particular, the association between Hsp70 and ZIKV suggests a critical host effects of Hsp70 blockage can be overcome. glutamine (Invitrogen). The MR766 ZIKV strain was obtained from BEI resources,
propagated in Vero cells, and titers determined by standard plaque assays. Antibodies and chemical reagents: The E glycoprotein of ZIKV was detected using anti- Hsp70 antibody was purchased from Abcam (ab79852). Rabbit Hsp60 antibody 1 9 8
(SAB4501464) was purchased from Sigma. Alexa 488-conjugated anti-mouse and anti-
rabbit antibodies (A11001 and A11034) were purchased from Life Technologies. Goat minutes of adsorption, unabsorbed virus particles were removed and 2 ml of process was performed at 4°C using ice-cold reagents. Cells were washed twice (500 x 2% paraformaldehyde and stored at 4°C until analysis. Cells were analyzed using an
Amnis FlowSight (EMD Millipore, USA) with 488 nm, 633 nm, and 785 nm laser excitation. 20,000 images of non-debris objects were collected for each sample using INSPIRE® software. In-focus cells from data files were analyzed using IDEAS® version 2 2 5
6.2 (Amnis Corporation, USA) by gating on non-autofluorescent single cells. Immunofluorescence microscopy was performed on Vero cells to elucidate the was stained using anti-Hsp70 antibody and examined by confocal microscopy. well plates and infected with serial dilutions of ZIKV-infected culture supernatant.
3 6
Incubation was carried out for 2 hours at 37 °C, after which monolayers were rinsed with 2 3 7
sterile PBS. Monolayers were overlaid with maintenance medium containing 0.6% 2 3 8 molten agarose and incubated at 37 °C for 3 days. At the end of incubation period,
secondary overlay media (primary overlay media along with 1% neutral red) was poured
and incubated at 37 °C overnight. The next day plaques were counted. 4°C for 1h, rinsed with sterile PBS, and incubated with 10 5 pfu ZIKV particles, and 2 4 5 processed as described above for plaque assays. Western blots: Cells were washed twice with PBS and lysed in RIPA buffer (Sigma).
4 8
The lysate was cleared by centrifugation at 14,000 rpm for 20 min at 4 °C and 2 4 9 subjected to 10% sodium dodecyl sulphate polyacrylamide gel electrophoresis
(SDS/PAGE), after which proteins were transferred to nitrocellulose membranes 2 5 1 (BioRad) that were blocked for 60 min at room temperature in 1X TBST buffer For quantitation, blots were scanned and band intensities quantified using ImageJ 
